Bacillus sp. is a symbiont bacterium which is a marine microorganism that has the potential to produce new bioactive compounds that can be developed as new antibiotics. This research is an experimental study aimed at identifying bioactive compounds by thin layer chromatography methods and testing the activity of bioactive compounds by probit analysis EPA probit analysis program version 1.5. in Artemia salina Leach. Bioactive compounds identified were compounded from the alkaloid group with the category of highly toxic several-irritating base on the EPA toxicity category and the highly hazardous base on The WHO toxicity category based on the environmental protection agency probit analysis program used for calculating LC / EC value of LC 50 = 169,520 g / l. Symbiont Bacillus sp. produce secondary metabolites in the form of bioactive which have the ability as anti-bacteria. As a new antibiotic alternative to overcome resistance, especially in methicillin-resistant bacteria
INTRODUCTION
Indonesia as a maritime country has abundant biodiversity, especially the marine wealth that is both microorganisms and macroorganism. Macro-rich marine assets include various types of marine flora and fauna, while micro-species are various types of algae, yeast and marine bacteria, which have the potential to develop natural product materials 1 . As biotechnology develops, the utilization of marine riches and marine biodiversity as natural product ingredients 1 starts to be utilized in the field of pharmacology, especially in the field of finding new alternative antibiotics derived from the results of the isolation of secondary metabolites (bioactive compounds) produced by marine organism associations. Research on secondary metabolite compounds produced by symbiont bacteria associated with soft corals in the sea is the development of research in alternative new antibiotic discoveries. The isolated compounds were then tested for toxicity, to determine the effectiveness of secondary metabolites (bioactive) against pathogenic bacteria 2 . Toxicity tests for secondary metabolites can be tested by various methods, among others by the Brine Shirmps Lethality Test Method. Brine Shrimp Lethality Test Method is a method for determining the toxic nature of a secondary metabolite compound produced by certain organisms in the Arthemia salina test organism, if the secondary metabolite compound has biological activity, then the secondary metabolite is said to be a new alternative antibiotic bioactive compound 3 .
The symbiont bacteria are a community of bacteria that live in association with other biota, especially soft corals, hard corals and sponges in a variety of interaction patterns. In accordance with the characteristics of the two, the specific interactions between symbiont and host allow the potential for the same secondary metabolite product to occur, therefore drug development from bioactive compounds produced by soft corals, hard corals and sponges is more likely to be isolated from symbiont bacteria. Marine symbiont bacteria that are symbiotic with soft corals are alternatives that are more likely to be developed as sources of bioactive substances. Bacteriological research is easier and cheaper to carry out than research on high-level biota, this is because the breeding and isolation of marine bacteria are easier than isolation from high-level biota sources 4 .
Pressure conditions in the marine environment are greater than the terrestrial environment causing marine organisms to be more adaptive to extreme environments, so it is possible that the metabolite compounds produced will be better 5 . The various studies report on symbiont bacteria that live in a symbiotic interaction with soft corals and able to produce certain anti-bacterial compounds, namely the discovery of bacteria that live in symbiosis with hard corals, soft corals and sponges have the ability to inhibit Escherichia coli, Streptococcus aureus, Streptococcus sp. and Aeromonas hidrophyla 6 .
The soft coral Sarcophyton sp. is one type of soft coral that produces natural chemical compounds and is known as a natural product. These natural chemical compounds have the potential as a source of natural medicine. Active chemical compounds found in soft corals Sarcophyton sp. exhibits antibacterial, antifungal, antitumor, neurotoxic, and anti-inflammatory activities that are beneficial to the pharmaceutical industry 7 . This form of symbiotic interaction can stimulate the formation of bioactive compounds in symbiont organisms. Bioactive compounds from the marine environment have many unique chemical structures not found in terrestrial environments, in addition, bioactive compounds from the marine environment are potential agents as new antibiotic drug ingredients. Bacteria Bacillus sp. is one of the microorganisms that live in symbiosis with soft coral Sarcophyton sp. and several species of Bacillus sp. known to be active against Methicillin-Resistant Staphylococcus aureus and resistant to Vancomycin-resistant Enterococcus and produce bacteriocin -type antibiotics 8 . In connection with this, it is necessary to conduct research on the symbiont bacteria Bacillus sp. from soft coral Sarcophyton sp., to determine the level of toxicity of secondary metabolites that it produces against the Artemia salina Leach test animals with the brine shrimp lethality test methods 9 .
MATERIALS AND METHODS

Toxicity test for bioactive extract of Bacillus sp.
a) Experimental research with a post 
Identification of bioactive compounds
Identification of Bioactive Compounds by separating the chemical content of the most active fractions from the partition results is done by thin layer chromatography 12 .
Antimicrobial activity testing
Anti-microbial activity was measured in vitro to determine the potential of antibacterial substances and the sensitivity of a bacterium to the concentration of the test material used, then analyzed by probit analysis of the EPA Probit Analysis Program version 1.5 (Used for calculating LC/EC values) 13 .
RESULTS
Based on research conducted to obtain data as follows: Brine shrimp lethality toxicity test 14 The number of Artemia Proportion responding is the proportion of test animals that respond to active compounds which are described in terms of a percentage. The higher the proportion of proportion responding, the greater the test animals that die due to the active compounds exposed. Chi-Square for Heterogeneity (calculated) = 3,246 and Chi-Square for Heterogeneity (tabular value at 0.05 levels) = 7,815 so the research is said to be homogeneous because Chi-Square for Heterogeneity (calculated) = 4,847 < Chi-Square for heterogeneity (calculated) tabular value at 0.05 level = 7.815). Concentrations of potentially toxic substances in environmental media that cause death after a certain period of exposure are denoted by LC. LD 50 is a statistic that is derived statistically, to express a single dose of a compound that is thought to be deadly or cause significant toxic effects in 50% of experimental animals after treatment. LD 50 is a quantitative benchmark that is often used to express the lethal dose range. In general, the smaller the LD 50 value, the more toxic the compound is and the greater the LD 50 value, the lower the toxicity. The results of probit analysis using the EPA Probit Analysis Program Version 1. 2. Highly hazardous based on WHO toxicity category 16 .
(Used For Calculating LC/EC Values) show LC values of extracts of Bacillus sp. is
Output data from the results of probit analysis can be seen in appendix 1, while group toxicity based on EPA toxicity category, WHO toxicity category and Loomis toxicity category, as follows (Table 4) Toxicity category 1: Highly toxic; severely irritating.
Toxicity category 2: Moderately toxic; moderately irritating. Toxicity category 3: Slightly toxic; slightly irritating.
Toxicity category 4: Practically non-toxic; not an irritant.
To assign a signal word, use the highest hazard shown by any of the indicators for the product Danger -category 1. In addition, if the product is in Category 1 because of its oral LD 50 , inhalation LC 50 , or Dermal LD 50 , the word "Poison" along with a skull and crossbones will be on the label
Warning -category 2 Caution -category 3 or 4
Identification of dots using thin layer chromatography
Based on the identification results of the observation point extract of Bacillus sp. by Thin Layer Chromatography method, the following results are obtained:
Based on the results of qualitative analysis, secondary metabolites can be identified based on Rf (retardation factor) values follows:
The extraction toxicity test of Bacillus sp. was performed using the Artemia salina Leach Test of a bioactive compound is stated to have the acute toxic ability if it is able to kill 50% or more of the test animal population in a short interval of time. Based on research results that the bioactive compounds produced are alkaloids with LC 50 = 169,520 (concentration = g / l) based on the EPA probit analysis program version 1.5 -used for calculating LC / EC values). The bioactive compounds are categorized as highly toxic several -irritating (EPA toxicity category) and highly hazardous (WHO toxicity category) 17 . The method of identification of bioactive compounds uses the ultra violet ray irradiation method with a wavelength of 254 nm and the thin layer chromatography method. The identification results show bioactive compounds with R f value = 0.872-0.975, chromatogram dot brown color, bioactive compounds bound to polar compounds. Criteria for these compounds are included in the category of alkaloids 12 .
Toxicity test using the brine shrimp letality test with Artemia salina Leach test animals. This method was chosen because it is easy to implement, does not require a large cost, can be done in a short time and is easy to analyze. Artemia salina Leach is one of the widely used test animals because Artemia salina Leach has a short life cycle, has the ability to adapt to high salinity and extreme temperatures, has a short life cycle, high adaptability to extreme environmental conditions, small body size and body organs which is simple and has a simple cell wall 18 . Exposure to toxicity of bioactive compounds alkaloids to the 
CONCLUSION
Extract of the symbiont Bacillus sp. which is associated with rarely soft produce biocative secondary metabolites which have the ability as anti-bacteria. The resulting bioactives have the potential as an alternative alternative to new antibiotics in overcoming antibiotic resistance, so that further research is needed, especially in the development of research on the scale of the application of alkaloids.
ACKNOWLEDGMENTS
The researcher would like to thank Dr. Sulistyani and the staff of the Integrated Laboratory of Diponegoro University in Semarang so that this research can run well.
AUTHORS' CONTRIBUTION
This research was conducted in collaboration between the two authors namely SI and S. The SI writer conducted the research design, analyzing the results of research, writing a draft of the initial script. Authors SI and S manage 
